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MAb MAP1 Against SAP from 
Candida albicans and Candida dubliniensis
ANTIGEN USED FOR IMMUNIZATION
The secreted acid proteinase (SAP) from C. albicans was
sequentially purified from the supernatant of a yeast culture
by precipitation with ammonium sulfate, ion exchange chro-
matography, and molecular exclusion chromatography, ac-
cording to recommendations of Na and collaborators.(1)
METHOD OF IMMUNIZATION
BALB/c mice were immunized by intraperitoneal injection with
100 g purified proteinase emulsified in 50% complete Freund’s
adjuvant (Sigma, St. Louis, MO). On days 20 and 30 after the
first injection, mice were boosted with 50 g antigen diluted
in saline solution intraperitoneally. Three days later, the pres-
ence of specific antibodies in mouse sera was investigated by
indirect ELISA. The spleen cells of responsive mice (3/3) were
pooled and used for fusion experiments.
PARENTAL CELL LINE USED 
FOR FUSION
SP2-Ag14/0(2)
SELECTION AND CLONING PROCEDURE
Indirect ELISAs were used for the selection of anti-SAP se-
creting hybridomas. The positive cultures were cloned by lim-
iting dilution as directed by de St Groth and Scheideger.(3)




The specificity of MAP1 was determined by Western blot and
ELISA tests. For Western blot assays, the proteins contained
in the C. albicans purified fraction and in crude C. albicans or
C. dubliniensis extracts were separated by electrophoresis in
SDS-PAGE minigels and then transferred to nitrocellulose
membranes. The nitrocellulose membranes were cut into strips
and incubated with the culture supernatants (1:400) or with as-
cites (1:1600) containing MAP1 for 18 hours, at 4°C. Then,
strips were washed and incubated with the mouse peroxidase-
conjugated anti-mouse IgG, for 2 hours, at room temperature.
After another washing cycle, the reactions were developed with
0.03% H2O2 and 0.5 mg/mL 3,3-diaminobenzidine (DAB) in
0.05 M Tris-HCl buffer, pH 7.4 until bands appeared. The re-
action was stopped with tap water. The antibodies of any of the
two sources used showed the same reaction profile as Candida
spp proteins, with recognition of one 41 kd band. In the puri-
fied enzyme preparations, other bands besides the 41 kd could
be observed after reaction with MAP1, suggesting the presence
of autodegradation components of the enzyme itself.
ELISA tests were carried out with a selected panel of anti-
SAP monoclonal antibodies obtained in the same fusion ex-
periment in which MAP1 was obtained as well. Two combina-
tions of these MAbs proved suitable for SAP detection, that is,
MAP1 or MAP2 as coat antibodies, and biotinylated MAP3 as
detect antibody. Capture ELISA using these sets of MAbs de-
tected over 32 ng/mL protein in purified SAP samples as well
as in crude C. albicans and C. dubliniensis extracts.
SPECIFIC ANTIGEN IDENTIFIED
SAP from C. albicans and C. dubliniensis
AVAILABILITY
Yes No






Wirla Maria da Silva Cunha Tamashiro





Telephone: 55 19 35216256
Fax: 55 19 35216276
E-mail: wirlatam@unicamp.br
REFERENCES
1. Na BK, Lee I, Kim SO, Park YK, Bai GH, Kim SJ, and
Song CY: Purification and characterization of extracellular
aspartic proteinase of Candida albicans. J Microbiol 1997;
35:109–116.
2. Shulman M, Wilde CD, and Kohler G: A better cell line for
making hybridomas secreting specific antibodies. Nature
1978;276:269–270.
3. de StGroth SF and Scheidegger D. Production of monoclonal
antibodies: strategy and tactics. J Immunol Methods 1980;
35:1–21.
